The purpose of this work was to model the survival of the microorganism and the kinetics of drying during the encapsulation of Lactobacillus fermentum K73 by Refractance Window drying. A whey culture medium with and without addition of maltodextrin were used as encapsulation matrices. The microorganism with the encapsulation matrices was dried at three water temperatures (333, 343 and 353 K) until reaching balanced moisture. Microorganism survival and thin layer drying kinetics were studied by using mathematical models. Results showed that modified Gompertz model and Midilli model described the survival of the microorganism and the drying kinetics, respectively. The most favorable process conditions found with the mathematical modelling were a drying time of 2460 s, at a temperature of 353 K. At these conditions, a product with 9
The purpose of this work was to model the survival of the microorganism and the kinetics of drying during the encapsulation of Lactobacillus fermentum K73 by Refractance Window drying. A whey culture medium with and without addition of maltodextrin were used as encapsulation matrices. The microorganism with the encapsulation matrices was dried at three water temperatures (333, 343 and 353 K) until reaching balanced moisture. Microorganism survival and thin layer drying kinetics were studied by using mathematical models. Results showed that modified Gompertz model and Midilli model described the survival of the microorganism and the drying kinetics, respectively. The most favorable process conditions found with the mathematical modelling were a drying time of 2460 s, at a temperature of 353 K. At these conditions, a product with 9.1 Log CFU/g and a final humidity of 10% [wet basis] using the culture medium as encapsulation matrix was obtained. The result shows that Refractance Window can be applied to encapsulate the microorganism probiotic with a proper survival of the microorganism.
Probiotics have been defined by the FAO/WHO as "live microorganisms which when administered in adequate amounts confer a health benefit on the host" 1 . Evidence of the effect of probiotics on consumer health [2] [3] [4] has driven the development of strategies to include them in food matrices and to generate non-traditional dairy functional foods, such as Oaxaca cheese 5 or ice cream 6 and non-dairy products such as bread 7 , fermented sausages 8 , carrot juice 9 , among others; these food products represent 60-70% of the functional food market 10 , this being an opportunity for the development of new products.
Until now, different species of probiotic microorganisms have been selected according to their characteristics. Strains such as Lactobacillus fermentum K73, isolated from suero costeño (typical fermented food from the Colombian Atlantic coast) have shown to have a hypocholesterolemic effect to adsorb cholesterol on its cell membrane and for the activity of the bile salt hydrolase enzyme 11 . Due to the studied potential of this strain, it is possible to include it in a functional food.
Functional foods enriched with probiotic microorganisms should declare a minimum concentration of 10 6 per gram or milliliter at the time of consumption 12 . Encapsulation is an alternative to improve the probiotics survival during its inclusion in food, storage and to protect it from gastrointestinal stress; it has been defined as a technology for packaging a bioactive compound that can be in a solid, liquid or gaseous state within a matrix 13 . Different matrices to encapsulate probiotics have been used to preserve its functionality sush as: whey proteins 14 , maltodextrin 15 , gum arabic 16 , among others. Whey proteins have been studied in the food industry due to their structural and physicochemical properties and its acting as a "natural delivery system" at the gastrointestinal tract level 17, 18 . The encapsulation of probiotics has been done through the use of emulsions 19 , extrusions 20 and through the use of different drying technologies 21 ; the selection of these techniques depends on the food product where the , carotenoids and capsaicinoids 29 preserving the quality of the physicochemical properties as well as the bioactive compounds in food in a similar way to that obtained by lyophilization and better than that achieved by spray drying 25 . Nevertheless, the potential of RW drying applied to encapsulation processes has been little explored. The encapsulation of orange oil by Refractance Window and spray drying was made by Cadwallader et al. (2010) . Greater retention of orange oil was observed when using RW (75.7%) compared to spray drying (56.9%), and less formation of undesirable products such as "limonene oxide" was observed 30 . It is necessary to evaluate the potential of the Refractance Window drying as an encapsulation technology and to find the operational conditions in which probiotic survival and a low moisture content are achieved. For this purpose, mathematical modeling is a commonly used tool 31 . Modified Gompertz 32 , Buchanan 33 and Whiting-Buchanan models 34 have been used to predict microbial thermal inactivation in isothermal conditions. Thin-layer models such as Lewis 35 , Logaritmic 36 and Midilli
37
, among others, have been used to study drying kinetics and to estimate the drying time of a product 31 . Therefore, the purpose of this work was to study and mathematically model the survival of Lactobacillus fermentum K73 and drying kinetics with the use of two encapsulation matrices to select the process conditions that allows a high cell viability and a lower content of humidity, and thus, to explore the use of RW drying as a technology to encapsulate probiotics.
Results
Refractance Window drying as encapsulation technology and mathematical modelling of survival curves. Figure 1 shows the behavior of Lactobacillus fermentum K73 and the loss of moisture during the drying process by using RW at the three different temperatures evaluated: 333, 343 and 353 K. The culture medium as an encapsulating agent was evaluated (without carrier material). The viability of the microorganism was constant during the initial drying phase up to 2400 seconds for the three temperatures (Fig. 1A,C,E) . Then, a rapid decrease in cell viability was observed at 343 and 353 K (Fig. 1C,E) . During the drying process at 333 K, after the first 2400 s, there was a cellular decrease of 3 logarithmic units until 3600 seconds, and then an "intermittent lag phase" of 1200 s followed by a decrease in cell viability until 6600 seconds was observed (Fig. 1A) .
The medium with an increase in solids of 32% with maltodextrin and whey (with carrier material) was evaluated. Results showed that at 333 K there was a change in the cellular concentration. The cellular concentration presented a "cyclic" behavior during the drying process. First, the cellular concentration decreased 1.7 logarithmic units from 4200 s to 5400 s; second, it had a minimum variation from 5400 s to 9000 s; third, the cellular concentration decreased 0.9 logarithmic units until 9600 s; fourth, the cellular concentration slowly decreased 1.62 logarithmic units until 14400 s of the drying process, finally, the minimum value of the cell count allowed by the sensitivity of the technique was recorded (1 Log CFU/g) at 15000 s (Fig. 1B) . When the drying process was carried out at 343 K, it was observed that the cellular decrease was similar to that presented at a temperature of 333 K but with shorter cycles; between 6600 and 8400 s there is a decrease of 6.12 logarithmic units (Fig. 1D) . Drying kinetics carried out at 353 K, showed that after 2400 seconds and until 4800 seconds a decrease of 8.55 logarithm units was observed (Fig. 1F) . 39 . Af must always be greater than or equal to 1, and the higher this value is the precision of the model is lost 38 . Consequently, the Gompertz model showed the closest values to 1 for Bf and Af in most of the evaluated conditions.
According to the results obtained from SS, RSME, R 2 , R 2 adj, Bf and Af, the Gompertz model was selected to study the behavior of L. fermentum K73 during the RW drying process. Figure 2 shows the experimental data settings (symbols) vs. the predicted data (solid line) by the model. As the process temperature increases, the cellular inactivation rate (k) increases and the lag (L) phase decreases, which indicates the effect of temperature on www.nature.com/scientificreports www.nature.com/scientificreports/ the viability of the microorganism. In contrast, k is greater and L is lower when the culture medium is used as an encapsulating agent in comparison with the maltodextrin-whey matrix. The above shows the protective effect of the carrier materials during the drying process as stated above.
Effect of temperature on the behavior of Lactobacillus fermentum K73. : 0.914, R 2 adj: 0.912), which means that only 85% and 91% of the total variation can be explained by the model according to the type of carrier material. Additionally, the value obtained by Af was greater than 1 (Af = 1.319), which indicates that some experimental data differ from the predicted data (Liao et al. 34 ). The lack of adjustment of the model can be explained by the difference of times of the lag phase, especially for the lowest assumed temperature (333 K). The lack of adjustment of this model, Gompertz-Arrhenius, was observed by Gil et al., when they were evaluating non-isothermal conditions with a slow heating treatment; they suggested improving the settings of the model by changing the sampling times, decreasing them in the initial phase and increasing them in the period of maximum inactivation rate 40 .
The values of the temperature-dependent parameters, k and L were calculated from equations 5 and 6 by using the values of the model parameters (Table 2 ). In contrast, Fig. 3 shows the effect of temperature on the behavior of L. fermentum K73 during the drying process.
Thin-layer mathematical modelling. The humidity rate data obtained from the drying process at 333 K, 343 K and 353 K per RW of the matrices with and without carrier material were adjusted to eight thin-layer drying models. By means of the linear regression analysis, the parameters of each model and the statistical parameters (SS, RSME, R 2 and R 2 adj) were determined and presented in Table 3 . According to the results of the statistical parameters of all the thin-layer models for the evaluated conditions, the Midilli model showed the lowest values Table 2 ). Figure 4 shows the evolution of the humidity rate as a function of the drying time at the three evaluated temperatures, with and without carrier material. The drying time to reach balanced moisture content was 13800 s, 9000 s and 7200 s at 333, 343 and 353 K for samples with carrier material (Fig. 4A) ; and for samples without carrier material 6000 s, 5400 s and 4800 s at 333, 343 and 353 K, respectively (Fig. 4B) . In both types of samples, as the temperature of the water bath increases, the drying process is accelerated, decreasing the residence time of the mixture on the Mylar film sheet 41 . Moreover, it is observed an increase in drying times of 2.3 times, 1.66 times and 1.50 times at 333, 343 and 353 K, respectively when using the mixture with maltodextrin and whey (with carrier ), L = Lag phase (s), SS = Sum of squares, RSME = Root mean squared error, Bf = Bias factor, Af = Accuracy factor, R 2 = R-squared, Adj R 2 = Adjusted R-squared.
www.nature.com/scientificreports www.nature.com/scientificreports/ material) compared to the culture medium as carrier material, showing the effect of the solids concentration of the mixtures regarding the time and the drying rate.
The equation describing the Midilli model is shown in Table 3 . Where k d is the constant of the drying rate (s −1 ), t is the time (s), and a, n and b are the shape parameters of the model. The value of the drying constant, k, is greater in the mixture with carrier material than in the mixture without carrier material, and increases with higher water bath temperature (Table 3) , which is consistent with the drying kinetics (Fig. 4) .
Discussion
The present work studied the RW drying technology as an alternative for the encapsulation process of probiotics with promising results using the survival matematically models and thin layer models to find the optimal conditions. Survival of the microorganism Lactobacillus fermentum K73 after the drying process is essential to obtain a product able to be used as a probiotic. The probiotic potential of the Lactobacillus fermentum K73 has been demonstrated by Cueto et al. 42 In addition, this microorganism has a hypocholesterolemic effect to adsorb cholesterol on its cell membrane and for the activity of the bile salt hydrolase enzyme 11 The survival curves of the L. fermentum K73 had a cyclic behavior. This type of "cyclic" behavior that occurred in the kinetics of drying with and without carrier material is called "intermittent lag phase", and has been reported by different authors when studying non-isothermal conditions during cell growth [43] [44] [45] . The intermittent lag phase is related to an immediate adjustment of the microbial population to a new processing temperature 45 . Zotarelli et al. 23 demonstrated, through a thermographic study, that a temperature gradient in the food matrix occurs when dried by RW at 368 K (water bath temperature). When placing the food matrix on the Mylar film, the temperature of the product rises to 346.35 K in the first 300 s of drying and to 361.65 K after 900 s of the drying process 23 . Zotarelli et al. 23 showed a drying process with similar conditions as the reported on this study (12°Brix, food matrix thickness of the 3 mm, and Mylar film thickness of the 0.33 mm) with a difference in the composition of the products to be dried. Consequently, if it is considered that during the drying process there is a gradual increase in temperature, the following four events could be generated in co-occurrence or in a combination of them. First, during the drying process at 333 K the increase in temperature in the encapsulation matrix could be slower than at 343 and 353 K, allowing the microorganism to adapt for short periods of time to the increase in temperature, generating the intermittent lag phase 46, 47 . Second, the encapsulation matrix with carrier material had a protective effect during the drying process independently of the processing temperature. The hydrophilic groups of the denatured whey proteins from the culture medium (sterilized at 394 K for 900 s) could interact with www.nature.com/scientificreports www.nature.com/scientificreports/ the other components of the carrier material (maltodextrin and whey) resulting in the formation of a "gel-like" thin layer, which protects the microorganism from the migration of intracellular water to the environment 48, 49 . Third, during the RW drying, the energy transfer is carried out by conduction, radiation and, to a lesser extent, convection 50 . The energy transfer by conduction increases the temperature in the sample (Zotarelli et al. 23 ) and it could generate an increase in the cell inactivation rate (Table 2-Gompertz Model), decreasing the time of the initial lag phase (Table 2-Gompertz Model) and loss of moisture content in the sample (Figs 1 and 4 ). In contrast, the transfer of energy by radiation from the plastic to the Mylar film is easier, when the refraction between film-sample interfaces is reduced (sample with high moisture content, 92.4 ± 0.001% (wet basis)), cell viability decreases rapidly, especially in samples without carrier material 24 . Finally, cell death can be generated by an Table 3 . Parameters and statistical results of thin-layer mathematical models for the moisture rate of the Refractance Window drying process. SS = Sum of squares, RSME = Root mean squared error, R 2 = R-squared, Adj R 2 = Adjusted R-squared. www.nature.com/scientificreports www.nature.com/scientificreports/ increased in the destabilization of the cell membrane, induction of "lyotropic membrane transition" from a crystalline liquid phase to a gel phase (permeabilization of the cell membrane) and increased contact with the oxygen molecules in the environment, creating reactive oxygen species at intracellular level 51, 52 . The Gompertz, Buchanan and Whiting & Buchanan models were used to study the behavior of the microorganism during the drying process. The Gomperzt-Arrhenius model (Equation 7) presented in this study corresponds to the derivation and simplification of the model developed by Gil et al. 40 , which has been reported to describe microbial inactivation as a function of temperature and time 40 . The model was applied under the assumption that cell growth or regeneration does not occur during the drying process. Results showed that by increasing the temperature and drying time, cell viability decreased. It was also observed that the addition of carrier materials favored the survival of the microorganism within the range of the evaluated temperatures. These results being consistent with the analysis of the Gompertz model under isothermal conditions, aforementioned. On the other hand, when increasing the temperature, there was an increase in the cell inactivation rate (k) and a decrease in the lag phase (L) independent of the use or not of the carrier material. However, when no carrier material was used, the rapid increase in k and the decrease in L generated a steep cell survival curve that resembles a straight line. This correlation of the kinetic parameters with the shape of the curve was similar to that reported by who modeled heat inactivation under non-isothermal conditions for Salmonella enteritidis 47 .
The thin layer models were evalued to study the drying kinetics. The Midilli model was selected as the suitable thin-layer model to predict the characteristics of the drying process of the mixtures with and without carrier material in the encapsulation process of Lactobacillus fermentum K73 through RW. The aforementioned shows the effect of the solids concentration on the drying process. The total solids of the culture medium (8%) increased with maltodextrin and whey (40%), decreasing the initial moisture content and prolonging the drying times 53 . According to the drying kinetics, it can be observed that the difference in drying is more noticeable during the initial stages of the process when the greater amount of water in the product is removed. During the drying process, the interaction between the denatured whey (from the culture medium) with the maltodextrin and the whey (present in the samples with carrier material), form a pseudo-viscous layer that obstructs the migration of water from inside the sample with carrier material to the surrounding environment, which increases the drying times. In addition, it is observed how the increase in temperature favors the migration of water from the product by transferring heat from the circulating water 54 , the aforementioned is observed in the increase of k d as temperature increases. The use of the modified Midilli and Gompertz model allowed observing that there is a correlation between the drying rate (k d ) and the cellular inactivation rate (k). When the drying temperature increases, k d and k increase, which indicates that the faster the moisture in the product is lost, the faster the cell death rate increases in the product. The above is consistent with the phenomena aforementioned, where it is stated that cell death can be caused by the migration of water from the microorganism to the environment.
The selection of the drying condition that favored the encapsulation process was defined under the following criteria: (i) 6 Log CFU/g as the minimum cell concentration required for the consumption of a probiotic product (Pan et al. 2014) and (ii) moisture content less than 10%. The modified Gompertz model was used to calculate the time in which 6 Log CFU/g was obtained in both encapsulation matrices, then, the Midilli model was used to calculate the humidity at that time. Results showed that when using the culture medium without carrier material a moisture content between 3.5% and 9.3% is acquired compared to the matrix with carrier material where the moisture content was between 11.9-16.3% for the three processing temperatures. Therefore, the use of the medium as an encapsulation matrix allows obtaining a product with a moisture content of less than 10%. In contrast, the Midilli model was used to determine the time in which the moisture content was 10% in the matrix without carrier material, and then the cell concentration was calculated with the Gompertz modified model at that specific time. Results showed that at a drying temperature of 353 K, it is obtained 9.1 Log CFU/g with a moisture percentage of 10% at 2460 s of drying time, this being the condition that simultaneously meets the proposed criteria.
Finally, the viability of the microorganism was affected by the increase in drying temperature, the drying time and the encapsulation matrix. It was possible to determine the moment in which the concentration of the microorganism is ideal for obtaining a probiotic product with low moisture content (≤10% (wet basis)) and without the addition of carrier materials, which is represented in the low costs of preparation and processing of the product. The modified Gompertz model and the Gompertz-Arrhenius model were used as a tool to study the behavior of the microorganism during the drying process. The models were consistent in predicting that the cell inactivation rate increases and the Lag phase decreases as the drying temperature increases, independently of the use or not of carrier material. In contrast, the use of the Midilli model allowed to model the drying kinetics of both types of products; the drying and the cellular inactivation constant, respectively, showed to have a relation regarding the moisture loss speed with respect to the cell death speed. The process parameters determined for a successful encapsulation process were: 353 K, without carrier material and 2460 seconds of drying time. To this condition a product with 9.1 Log CFU/g and moisture content of 10% is obtained. With this result, it is proved that the Refractance Window drying can be a technically viable technology for the encapsulation of probiotics.
Methods
Materials. Agar and broth MRS (Man, Rogosa, Sharpe) and peptone water were obtained from Sharlau Microbiology (Barcelona, Spain). Yeast extract and maltodextrin were purchased from Oxoid Limited (England) and Shandong WNN Industrial Company Ltd (Shandong, China), respectively. Sweet whey was composed by: protein 11.67% (w/w), lipids 2.0% (w/w), carbohydrates 51.64% (w/w), ashes 10.9% (w/w) and was acquired from a local diary company (Cundinamarca, Colombia).
www.nature.com/scientificreports www.nature.com/scientificreports/ Strain and culture conditions. Lactobacillus fermentum K73 (GenBank KP784433) was isolated from suero costeño (typical Colombian food) and characterized as a potential probiotic 11, 42 . The strain was stored at −80 °C with 20% sterilized glycerol as crioprotectant in MRS broth 42 . L. fermentum K73 was propagated two times in MRS broth at 37 °C for 24 hours before the experiment was carried out.
The culture medium was prepared with 8% sweet whey and 0.22% yeast, and it was adjusted to pH 5.5 and sterilized at 121 °C for 15 min. The fermentation process was carried out in 1 L bioreactor with a workload of 800 mL at 37 °C and agitation at 100 rpm for 10 h. L. fermentum K73 was inoculated at 10% (v/v). The cell count was done after the fermentation process as shown in section Microbiological analysis.
Encapsulation matrices. The drying process was carried out with the culture medium with and without carrier material.
With carrier material. Powder mixture of maltodextrin and sweet whey (0.6:0.4) was hydrated with the culture medium with grown microorganisms. The final solids concentration was 40%. The carrier material was fixed according to the reported by Aragon-Rojas et al. 55 , where an optimization of the carrier material content was developed. The mixture was homogenized with magnetic stirrer during 30 minutes at 130 rpm. Cell count was done as described in section Microbiological analysis after the homogenization process. The final cell count was 8.99 ± 0.145 Log CFU/g.
Without carrier material. The culture medium was dried with the purpose to evaluate the potential as carrier material. The final solids concentration was 8% and the final cell count was 9.19 ± 0.203 Log CFU/g.
Refractance Window drying.
A Laboratory-scale Refractance Window dryer was used with the same principle as industrial equipment 24, 56 . The RW consists of a tray (0.9 m by 0.6 m) with the Mylar film (D type, DuPont, USA) at the top. Hot water (333 K, 343 K, 353 K) comes from the thermostatic bath and circulates to the container. All samples were placed on the Mylar film as a thin layer of 3 mm. Samples were taken each 10 minutes for microbiological analysis (section Microbiological analysis) and moisture content determination (section Moisture content determination) until the drying process was completed.
Microbiological analysis. The plate count method was used to determine the number of viable probiotic.
Serial 1:9 dilution in peptone water (0.1% w/v) and spread plating on MRS agar were performed 57 . The first dilution was homogenized by using a vortex during 10 min. The samples were incubated at 37 °C, during 24 h in aerobic conditions 11 . The result was expressed as colony forming units (CFU) per gram.
Moisture content determination. The initial moisture content and the moisture loss from samples during drying were determined by oven method at 105 °C until constant moisture 58 . Approximately 1 g was taken from the Mylar film with a spatula for each sample extraction.
Mathematical modelling of survival curves. Three models were chosen to evaluate the behavior of Lactobacillus fermentum K73 during the drying process: Gompertz, Buchanan, and Whiting and Buchanan model.
Gompertz model is used to describe log-linear kinetics as well as those containing shoulder and/or tailing effects 32, 40 . The model is described by the equation 1 (Eq. 1):
Where N represents the cell density at time (t) in seconds, N 0 and N f are the initial and final cell density respectively, k the maximum inactivation rate constant and L is the parameter time (the shoulder).
Buchanan model is used to fit the data in a log-linear function with the presence of a shoulder as a lag time before to start the decline cell death 59 , the equation (Eq. 2) is the following:
Where N(t) is the cell density at time (t, seconds), N 0 is the initial cell density, t is the time in seconds, L is the duration of lag period prior to initiation of inactivation (seconds), and D is the D value or decimal reduction time 59 . D value was used to find k (death rate constant): k = ln(10)/D
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. Whiting and Buchanan model fit the sigmoidal curves with or without shoulder and tail, so it can be used to fit six different kinds of microbiological behavior www.nature.com/scientificreports www.nature.com/scientificreports/ fraction, (1 − F) is the more resistant fraction, b is the inactivation rate of the major population group and c is the inactivation rate of the minor population group. , where c and d are parameters and T is the temperature in Kelvin: Mathematical modelling of thin-layer drying. The drying curves obtained were fitted with eight different thin-layer drying models shown in Table 3 . The moisture ratio (MR) in these model equations (Eq. 8) were defined as follows:
Where M, Mo and Me were instantaneous, initial and equilibrium moisture contents, respectively.
Statistical analysis. The experimental data from Refractance Windows experiments (Microbiological analysis and Moisture content determination) were fitted in the mathematical models showed in Table 1 and Table 2 . The nonlinear regression analysis was conducted by SAS software version 2.0.4 (SAS Institute, Inc., Cary, North Carolina). Bias factor (Bf) (Eq. 9) and Accuracy factor (Af) (Eq. 10) were used to fit the mathematical models from Table 1 Sum of squares (SS), Root mean squared error (RSME), R-squared (R 2 ), R-squared adjusted (R 2 adj) were used as criteria to assess the goodness-of-fit of microbial and thin-layer drying kinetic models to experimental data.
